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ABSTRACT
Background: Observational studies showed that circulating L-ascorbic
acid (vitamin C) is inversely associated with cardiometabolic traits.
However, these studies were susceptible to confounding and reverse
causation.
Objectives: We assessed the relation between L-ascorbic acid and
10 cardiometabolic traits by using a single nucleotide polymor-
phism in the solute carrier family 23 member 1 (SLC23A1) gene
(rs33972313) associated with circulating L-ascorbic acid concen-
trations. The observed association between rs33972313 and car-
diometabolic outcomes was compared with that expected given
the rs33972313-L-ascorbic acid and L-ascorbic acid–outcome
associations.
Design: A meta-analysis was performed in the following 5 inde-
pendent studies: the British Women’s Heart and Health Study (n =
1833), the MIDSPAN study (n = 1138), the Ten Towns study (n =
1324), the British Regional Heart Study (n = 2521), and the Euro-
pean Prospective Investigation into Cancer (n = 3737).
Results: With the use of a meta-analysis of observational estimates,
inverse associations were shown between L-ascorbic acid and systolic
blood pressure, triglycerides, and the waist-hip ratio [the strongest of
which was the waist-hip ratio (20.13-SD change; 95% CI: 20.20-,
20.07-SD change; P = 0.0001) per SD increase in L-ascorbic acid],
and a positive association was shown with high-density lipoprotein
(HDL) cholesterol. The variation at rs33972313 was associated with
a 0.18-SD (95% CI: 0.10-, 0.25-SD; P = 3.34 3 1026) increase in L-
ascorbic acid per effect allele. There was no evidence of a relation
between the variation at rs33972313 and any cardiometabolic out-
come. Although observed estimates were not statistically different
from expected associations between rs33972313 and cardiometabolic
outcomes, estimates for low-density lipoprotein cholesterol, HDL cho-
lesterol, triglycerides, glucose, and body mass index were in the op-
posite direction to those expected.
Conclusions: The nature of the genetic association exploited in this
study led to limited statistical application, but despite this, when all
cardiometabolic traits were assessed, there was no evidence of any
trend supporting a protective role of L-ascorbic acid. In the context
of existing work, these results add to the suggestion that observa-
tional relations between L-ascorbic acid and cardiometabolic health
may be attributable to confounding and reverse causation. Am J
Clin Nutr 2015;101:202–9.
Keywords L-ascorbic acid, cardiometabolic traits, confounding,
genetic variants, reverse causation
INTRODUCTION
An understanding of the associations between L-ascorbic acid
(vitamin C) and cardiometabolic traits is of particular importance
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to public health because of the potential to modify this
target. However, evidence as to the likely benefit of such an
intervention has been mixed. Several prospective cohort studies
suggested that higher concentrations of circulatory L-ascorbic
acid are associated with a favorable cardiometabolic risk profile.
This profile includes reduced blood pressure, glucose, choles-
terol, and insulin (1–3) and reduced risk of cardiovascular dis-
eases (CVDs)5 and all-cause mortality (4–9).
However, these observational studies may have been biased
because of confounding or suffer reverse causation, whereby an
undiagnosed disease may have influenced dietary intake or cir-
culating concentrations of L-ascorbic acid (10). Therefore, ran-
domized controlled trials (RCTs) were undertaken and provided
some evidence of beneficial effects of L-ascorbic acid supple-
mentation or high dietary intake of fruit and vegetables (natu-
rally high in L-ascorbic acid) on cardiometabolic traits including
LDL cholesterol and HDL cholesterol, triglycerides, insulin,
glucose, and blood pressure (11, 12) and risk of coronary artery
disease and hypertension during follow-up (13–16).
Despite this evidence, other estimates of the causal association
between L-ascorbic acid and cardiometabolic health were not
consistent (17–22). A long-term RCT of vitamin supplementa-
tion on the prevention of CVD in .14,500 men showed that,
after 8 y follow up, there was no evidence that L-ascorbic acid
reduced risk of major cardiometabolic events (HR: 0.99; 95%
CI: 0.89, 1.11; P = 0.91) or CVD mortality (HR: 1.02; 95% CI:
0.85, 1.21; P = 0.86) (18). Similarly, in an RCT of vitamin
supplementation in .8000 women at high risk of CVD, no
overall effects were seen between L-ascorbic acid on later
myocardial infarction, stroke, coronary revascularization, or
CVD death (risk ratio: 1.02; 95% CI: 0.92, 1.13; P = 0.71) (19).
The discovery of the association between the variation at
rs33972313 and circulating L-ascorbic acid (23) provides an
opportunity to use this genetic variant as an instrumental vari-
able (IV) to test putatively causal relations between L-ascorbic
acid and cardiometabolic outcomes (24–27). The aim of this
study was to explore the utility of the variation at the
rs33972313 single nucleotide polymorphism (SNP) to re-
examine potentially causal effects of L-ascorbic acid on a
panel of cardiometabolic traits in a large collection of European
samples.
SUBJECTS AND METHODS
Data from the following 5 independent studies including
18,802 individuals were available: the British Women’s Heart
and Health Study, the MIDSPAN study, the Ten Towns study, the
British Regional Heart Study (BRHS), and the European Pro-
spective Investigation into Cancer (EPIC) study. Related in-
dividuals in the MIDSPAN study were excluded to remove
nonindependent observations. Full details of individual studies,
their ethical approvals, DNA extraction, genotyping, and mea-
surements of L-ascorbic acid concentrations and cardiometabolic
variables were previously published (23) and are provided in the
Supplemental Material. Across the 5 cohorts, 15,959 individuals
had data on both genotype and L-ascorbic acid. In total, full ge-
notypic data and information on L-ascorbic acid and car-
diometabolic outcomes were available for 10,553 participants
from the British Women’s Heart and Health Study (n = 1833),
the MIDSPAN study (n = 1138), the Ten Towns study (n = 1324),
the BRHS (n = 2521), and the EPIC study (n = 3737).
Cardiometabolic outcomes
Eight continuous quantitative traits were shared across the 5
independent studies. Information was available for systolic blood
pressure (SBP; n = 18,449), diastolic blood pressure (DBP; n =
18,449), cholesterol (n = 18,082), HDL cholesterol (n = 17,486),
triglycerides (n = 16,956), glucose (n = 16,550), BMI (n =
18,438), and the waist-hip ratio (WHR; n = 18,410). The re-
maining 2 variables were LDL cholesterol and hypertension.
LDL cholesterol was derived by using Friedewald’s equation for
individuals with triglyceride concentrations ,4 mmol/L (28)
within all 5 cohorts (n = 17,350). Hypertension was defined as
SBP $ 140 mmHg and DBP $ 90 mmHg and used as a binary
outcome.
Genetic variation
We previously showed that the rs33972313 SNP at the solute
carrier family 23 member 1 (SLC23A1) locus, which encodes the
sodium-dependent L-ascorbic acid transporter-1, was reliably
associated with circulating L-ascorbic acid concentrations (23).
The rs33972313 variant exists in European populations with
a minor allele frequency (MAF) w0.06 (merged HapMap
phases I–III, release 28). Each additional minor allele of
rs33972313 was associated with a 5.98-mmol/L (95% CI: 3.73-,
8.23-mmol/L; P = 2.0 3 1027) lower circulating L-ascorbic acid
concentration, and as such, this SNP was selected as a genetic
instrument for circulating L-ascorbic acid in this study. Geno-
typing and appropriate quality control was undertaken with
methods specific to each study (Supplemental Material). Full
genetic information was available for 16,841 individuals from
the 5 studies.
Statistical analysis
All analyses were performed with STATA version 12 software
(StataCorp LP). An inverse rank transformation was used for L-
ascorbic acid and continuous cardiometabolic traits to harmo-
nize data across contributing studies before applied analyses and
take into account systematic differences in the absolute value of
traits because of differing study protocols [as seen previously
(23)]. z scores of transformed continuous traits were generated
to provide per SD effect estimates for the purposes of in-
terpretation. The association between each quantitative trait and
L-ascorbic acid was examined by using linear regression of the
trait z score against L-ascorbic acid z score. The association
between rs33972313 and each quantitative trait (including L-
ascorbic acid) was examined by using a linear regression of the
trait z score against genotype. Logistic regression was used to
investigate associations between both the rs33972313 genotype
and L-ascorbic acid and hypertension risk expressed as ORs.
As each additional minor allele of rs33972313 was asso-
ciated with a decrease in L-ascorbic acid, genotypes at this SNP
were coded in an additive model as 0 (minor homozygotes), 1
5Abbreviations used: CVD, cardiovascular disease; DBP, diastolic blood pres-
sure; EPIC, European Prospective Investigation into Cancer; IV, instrumental vari-
able; MAF, minor allele frequency; MR, Mendelian randomization; RCT,
randomized controlled trial; SBP, systolic blood pressure; SLC23A1, solute carrier
family 23 member 1; SNP, single nucleotide polymorphism;WHR, waist-hip ratio.
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(heterozygotes), and 2 (major homozygotes) to give an L-as-
corbic acid increase per effect allele. Hardy-Weinberg equilib-
rium was tested for rs33972313 with the Stata command genhw.
Meta-analysis
Summary statistics were pooled by using a meta-analysis with
a random-effects model to account for differences between co-
horts and methods (by using the random option for the Stata
command metan). The I2 statistic was used to estimate hetero-
geneity between studies (29). A sensitivity analysis was performed
by excluding subjects known to be taking an antihypertensive
medication.
Calculating expected effect estimates for associations
between SLC23A1 genotype and cardiometabolic outcomes
Despite a relatively strong relation between the variation at
rs33972313 and L-ascorbic acid (which, in isolation, remains the
best instrument for L-ascorbic acid at this locus), the MAF at this
variant was such to preclude the use of a formal IV approach
because of weak instrumentation (as assessed by using an F test
in the first of a 2-stage least-squares analysis) (30, 31). As
a result, a triangulation approach (32) was used to estimate
expected effect estimates (95% CIs) for associations between
the rs33972313 genotype and cardiometabolic outcomes (Fig-
ure 1). Under the assumption that there is a true causal asso-
ciation between L-ascorbic acid and each cardiometabolic
outcome, and because rs33972313 had an independent associ-
ation with L-ascorbic acid, it was predicted that the SLC23A1-
outcome association (Figure 1C) would be proportional to the
relation of both the SLC23A1–L-ascorbic acid association (Fig-
ure 1A) and each L-ascorbic acid–outcome association (Figure
1B) (Supplemental Material). The method assumes that the
portion of variance explained in L-ascorbic acid by rs33972313
is independent of other factors, and therefore, the genetic variant
provides an unconfounded instrument for L-ascorbic acid that is
not susceptible to reverse causation.
To generate the expected SD change in each cardiometabolic
trait per SD increase in L-ascorbic acid, the effect estimate of
each L-ascorbic acid–trait association was multiplied by the
magnitude of the effect of rs33972313 on L-ascorbic acid. SEs
for expected estimates were calculated by using the Taylor series
expansion of the product of observed and expected estimates
(33). Expected ORs and SEs for hypertension risk were calcu-
lated by using the same method on the log(OR) scale and back
transformed onto the OR scale by exponentiating calculated
expected estimates. Observed and expected estimates for each
SLC23A1-outcome association were compared by using the meth-
odology previously reported (32) (Supplemental Material). If the test
of the comparison of observed and expected associations gave
evidence of a statistical difference between effect estimates (P ,
0.05), this result provided no evidence of a causal association be-
tween L-ascorbic acid and the cardiovascular outcome. To assess
the causal association, cardiometabolic outcomes were ana-
lyzed individually and in combination.
RESULTS
Mean (6SD) L-ascorbic acid concentrations ranged between
30.21 6 27.55 mmol/L in the BRHS to 52.70 6 20.40 mmol/L
in the EPIC study (Table 1). Summary statistics of all car-
diometabolic traits and the prevalence of hypertension are pre-
sented in Table 1. Across all studies, rs33972313 was observed
at an average MAF of 0.04 with no overall departure from the
Hardy-Weinberg equilibrium within all studies except the
MIDSPAN study (P = 0.0002) (Table 2).
Association between SLC23A1 and L-ascorbic acid
A pooled analysis of the relation between rs33972313 and
circulating L-ascorbic acid concentrations showed a 0.23-SD
(95% CI: 0.12-, 0.35-SD; P = 8.26 3 1025) increase in L-ascorbic
acid per effect allele. Consistent with results previously reported
(23), there was a high level of heterogeneity in the meta-analysis
of all studies (I2: 71.9%; 95% CI: 29%, 89%; P = 0.007)
(Supplemental Figure S1), which was reduced only by the
exclusion of the EPIC study (I2 = 0%; P = 0.99). Because of this
result and to allow for additional applied analyses, the EPIC
study was removed from main analyses and treated as an in-
dependent replication study (although random-effects models
were still used, and sensitivity meta-analyses were undertaken
that included the EPIC study).
The meta-analysis with the exclusion of the EPIC study
showed a 0.18-SD (95% CI: 0.10-, 0.25-SD; P = 3.34 3 1026)
increase in L-ascorbic acid per effect allele (Table 3, Supple-
mental Figure S2). Within the EPIC study, each additional effect
allele was associated with a 0.40-SD (95% CI: 0.31-, 0.50-SD;
P = 2.73 3 10217) increase in L-ascorbic acid (Table 3).
Associations between L-ascorbic acid and cardiometabolic
outcomes and confounders
Meta-analyses of observational estimates suggested that circu-
lating concentrations of L-ascorbic acid were inversely associated
with SBP, triglycerides, and the WHR (Table 4, Supplemental
Figures S3 and S4), the strongest of which was the WHR [20.13-
SD change (95% CI: 20.20-, 20.07-SD change; P = 0.0001) per
SD increase in L-ascorbic acid]. There was also evidence of
a positive association between L-ascorbic acid and HDL cholesterol
(Table 4, Supplemental Figures S3 and S4). Within the EPIC study,
there were strong inverse associations between L-ascorbic acid and
FIGURE 1 Triangulation approach used to estimate the effect size of the
SLC23A1-cardiometabolic outcome association (C) given the association be-
tween SLC23A1 and L-ascorbic acid (A) and observed associations between L-
ascorbic acid and the outcomes (B). We hypothesized that associations observed
between the SLC23A1 genotype and cardiometabolic outcomes (dotted line)
would be mediated by L-ascorbic acid (i.e., C = A 3 B; solid lines). Therefore,
effect estimates should be expected to reflect both the SLC23A1–L-ascorbic
acid association and L-ascorbic acid–cardiometabolic outcome associations.
SLC23A1, solute carrier family 23 member 1.
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SBP, DBP, cholesterol, LDL cholesterol, triglycerides, glucose,
BMI, and the WHR and a positive association between L-ascorbic
acid and HDL cholesterol (Supplemental Table S1). The OR for
hypertension risk was 0.75 (95% CI: 0.71, 0.80; P = 2.483 10221)
per SD increase in L-ascorbic acid. The inclusion of the EPIC study
within meta-analyses gave similar results (Supplemental Figure
S5). In meta-analyses of observational estimates, there was evi-
dence of heterogeneity (all I2 . 60%) (Table 4, Supplemental
Figure S4).
Across all studies, L-ascorbic acid was associated with smoking
status, alcohol intake, physical activity, and socioeconomic position
alongside obesity, insulin, C-reactive protein, IL-6, and urate
(where available) (Supplemental Table S2). Adjustment for po-
tentially confounding factors including age, sex (where appropri-
ate), smoking and alcohol use, physical activity, and measures of
socioeconomic position made little difference to observational as-
sociations (results available from authors upon request).
Association between SLC23A1 and cardiometabolic
outcomes and confounders
Meta-analyses from 4 studies of the observed change in
cardiometabolic outcomes per effect allele showed no substantive
evidence for an association between rs33972313 and any car-
diometabolic outcome (Table 5, Supplemental Figures S6 and
S7). There was little evidence of between-study heterogeneity
for a majority of the cardiometabolic outcomes [I2# 15% for all
cardiometabolic outcomes except HDL (39.2%) and triglycerides
(64%)]. Within the EPIC study, there were no associations
between any of the cardiometabolic outcomes and rs33972313
(Supplemental Table S3), and the inclusion of the EPIC study
within the meta-analysis gave results consistent with those of the
main analysis (Supplemental Figure S8), but heterogeneity was
introduced. Across all cohorts, rs33972313 was not associated
with any of the potentially confounding factors (Supplemental
Table S4).
Comparison between observed and expected effect
estimates
The comparison of observed and expected associations be-
tween rs33972313 and cardiometabolic traits yielded no sub-
stantive evidence of a difference between the 2 sets of results
(P-comparison values of observed and expected effect estimates
ranged between 0.13 and 0.88) (Table 5, Figure 2). However,
along with the widening of CIs to include the null, observed
TABLE 1
Descriptive characteristics for each of the included cohorts1
BWHHS (n = 4286) MIDSPAN (n = 1477) Ten Towns (n = 1531) BRHS (n = 3945) EPIC (n = 7563)
Variables n Values n Values n Values n Values n Values
Women, % 4286 100 1477 54.91 1531 44.74 3945 0 7563 50.64
Age, y 4284 68.88 6 5.512 1477 45.39 6 6.04 1531 15.06 6 0.58 3945 68.74 6 5.49 7563 59.50 6 9.22
L-ascorbic acid, mmol/L 3606 43.25 6 28.04 1364 49.20 6 25.27 1531 50.36 6 23.92 3811 30.21 6 27.55 7106 52.70 6 20.40
SBP, mm Hg 3964 147.13 6 25.23 1464 127.53 6 15.69 1527 120.82 6 12.96 3942 142.78 6 19.56 7552 136.08 6 18.25
DBP, mm Hg 3964 79.39 6 11.66 1464 74.75 6 11.17 1527 66.91 6 7.34 3942 81.42 6 12.80 7552 83.00 6 11.16
WHR 3946 0.82 6 0.07 1462 0.84 6 0.09 1528 0.76 6 0.06 3918 0.95 6 0.06 7556 0.86 6 0.09
BMI, kg/m2 3957 27.62 6 5.01 1467 26.19 6 4.52 1525 20.93 6 3.64 3926 26.88 6 3.68 7563 26.48 6 3.90
Cholesterol, mmol/L 3851 6.64 6 1.21 1452 5.29 6 0.97 1523 4.22 6 0.72 3927 6.31 6 1.03 7329 6.18 6 1.18
Glucose, mmol/L 3829 6.06 6 1.66 1454 5.35 6 1.54 1500 5.09 6 0.81 3925 5.56 6 1.25 5842 4.51 6 2.22
HDL cholesterol, mmol/L 3845 1.66 6 0.45 1279 1.42 6 0.37 1523 1.45 6 0.30 3813 1.15 6 0.25 7026 1.40 6 0.42
LDL cholesterol,3 mmol/L 3762 4.14 6 1.09 1276 3.20 6 0.87 1523 2.32 6 0.62 3832 3.90 6 0.98 6957 3.65 6 1.04
Triglycerides, mmol/L 3851 1.87 6 1.19 1448 1.60 6 1.26 1523 1.01 6 0.41 2805 2.03 6 1.29 7329 1.89 6 1.15
Prevalent hypertension4 2226 30.14 1477 13.20 1404 0.28 3942 53.53 6062 28.04
1BRHS, British Regional Heart Study; BWHHS, British Women’s Heart and Health Study; DBP, diastolic blood pressure; EPIC, European Prospective
Investigation into Cancer; SBP, systolic blood pressure; WHR, waist-hip ratio.
2Mean 6 SD (all such values).
3Derived by using Friedewald’s equation (with the exclusion of individuals with triglyceride concentrations $4 mmol/L) (28).
4Hypertension was defined as SBP $ 140 mm Hg and DBP $ 90 mm Hg.
TABLE 2
SNP description showing genotypic frequencies, MAF, and HapMap figures of MAF for rs339723131
Genotype frequencies, %
Study n
Minor
homozygote (AA)
Heterozygote
(AG)
Major
homozygote (GG) MAF
Hardy-Weinberg
equilibrium P HapMap
BWHHS 3719 0.16 6.29 93.55 0.03 0.30 0.06
MIDSPAN 1379 0.73 7.32 91.95 0.04 0.0002
Ten Towns 1477 0.14 6.77 93.09 0.04 0.70
BRHS 3870 0.10 6.64 93.26 0.03 0.79
EPIC 6396 0.16 6.93 92.92 0.04 0.59
1BRHS, British Regional Heart Study; BWHHS, British Women’s Heart and Health Study; EPIC, European Pro-
spective Investigation into Cancer; MAF, minor allele frequency; SNP; single nucleotide polymorphism.
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point estimates for HDL cholesterol, LDL cholesterol, triglycerides,
glucose, and BMI were in the opposite direction to those expected
(Table 5).
The exclusion of individuals who were known to be on lipid-
lowering or antihypertensive medication had no substantive ef-
fect on results (Supplemental Tables S5 and S6). Within the
EPIC study, results were consistent (Supplemental Table S3),
and the inclusion of the EPIC study within the meta-analysis
also showed consistent patterns but inflated the level of het-
erogeneity (Supplemental Table S7, Supplemental Figure S9).
DISCUSSION
This study attempted to exploit the association between the
SLC23A1 and L-ascorbic acid to provide a more-reliable estimate of
the causal relation between L-ascorbic acid and cardiometabolic
health without the limitations present in observational analyses,
including reverse causation and confounding.
The observational examination of the relation between L-ascorbic
acid concentrations and a collection of cardiometabolic out-
comes showed inverse associations between SBP, triglycerides,
and the WHR and a positive association with HDL cholesterol.
Despite these results, although comparisons between observed
and expected effect estimates for the impact of L-ascorbic acid
were limited by power, estimates were not suggestive of a causal
effect. Taken together, when observed and expected associa-
tions between L-ascorbic acid and cardiometabolic outcomes
across all traits were compared, there was no suggestion of
trend, and if anything, point estimates appeared discordant.
Although results were not definitive, in the context of existing
work (34), these findings add to the growing evidence suggesting
that L-ascorbic acid is an unlikely causal factor in the improve-
ment of cardiometabolic health and suggest that observational
associations may be explained by confounding or reverse causa-
tion (34, 35).
As to why observational estimates may indicate a beneficial
effect of L-ascorbic acid, L-ascorbic acid may be a marker of
particular foods and lifestyles, which are genuine risk factors for
disease (18, 20, 35, 36). For example, individuals who are more
physically active and smoke less may also have high concen-
trations of circulating L-ascorbic acid as a result or indicator of
the healthy lifestyle they lead, which itself is beneficial to car-
diometabolic health, as opposed to L-ascorbic acid directly. To
this end, these results are in agreement with those of a recent
meta-analysis of 20 RCTs (n = 294,478), which gave no evi-
dence to support that antioxidant vitamin supplementation has
an effect on the incidence of major cardiometabolic events (37).
Therewere a number of limitations to the current investigation.
There was a high level of heterogeneity in the meta-analysis of
observational results, which was likely attributable to differences
between study protocols and effect estimates. This outcome was
indicative of the complications encountered when trying to
formulate reliable observational estimates and is in stark contrast
to the consistency of genetic data and relations between variation
at SLC23A1 and L-ascorbic acid. This result also highlights the
need for alternative approaches, such as the method used in the
current study, which lever value out of genetic data in applied
epidemiologic analyses to obtain unconfounded and unbiased
causal estimates, which seek to add to the weight of evidence.
Furthermore, the use of discovery samples in an applied
TABLE 3
Associations between rs33972313 and L-ascorbic acid in the 4 included studies (n = 9946)1
L-ascorbic acid per allele variation, mmol/L
Study n
Minor
homozygote (AA)
Heterozygote
(AG)
Major
homozygote (GG)
Per allele effect on
standardized L-ascorbic acid P
Variance explained
by SNP, %
BWHHS 3438 52.61 (17.94, 87.28)2 38.61 (35.07, 42.14) 43.69 (42.72, 44.66) 0.17 (0.04, 0.30) 0.01 0.19
MIDSPAN 1291 39.30 (24.08, 54.52) 45.02 (40.63, 49.42) 49.68 (48.22, 51.14) 0.16 (20.01, 0.34) 0.07 0.40
Ten Towns 1477 64.0 (2520.49, 648.49) 44.86 (40.99, 48.73) 50.64 (49.36, 51.92) 0.20 (0.01, 0.40) 0.04 0.28
BRHS 3740 21.53 (6.43, 36.62) 27.55 (24.25, 30.85) 30.31 (29.41, 31.21) 0.18 (0.05, 0.30) 0.01 0.21
Meta-analysis 9946 33.35 (19.70, 46.99) 38.94 (30.55, 47.34) 43.57 (33.77, 53.37) 0.18 (0.10, 0.25) 3.34 3 1026 0.28
EPIC 6013 36.50 (27.24, 45.76) 46.63 (45.06, 48.20) 54.74 (54.21, 55.28) 0.40 (0.31, 0.50) 2.73 3 10217 1.18
1BRHS, British Regional Heart Study; BWHHS, British Women’s Heart and Health Study; EPIC, European Prospective Investigation into Cancer; SNP,
single nucleotide polymorphism.
2Mean; 95% CI in parentheses (all such values).
TABLE 4
Meta-analysis of associations of L-ascorbic acid with cardiometabolic
outcomes within 4 cohorts1
Phenotype n
Observed change in outcome per
SD change in L-ascorbic acid2 P I2, %
SBP 10,274 20.06 (20.10, 20.02) 0.002 70.0
DBP 10,274 20.05 (20.13, 0.02) 0.14 92.5
Cholesterol 10,247 20.001 (20.05, 0.04) 0.95 78.8
HDL cholesterol 9985 0.06 (0.0003, 0.12) 0.05 88.9
LDL cholesterol 9936 0.005 (20.04, 0.05) 0.82 76.5
Triglycerides 9146 20.09 (20.16, 20.02) 0.02 91.7
Glucose 10,202 20.04 (20.09, 0.01) 0.12 82.9
BMI 10,224 20.05 (20.11, 0.01) 0.09 88.9
WHR 10,236 20.13 (20.20, 20.07) 0.0001 91.2
Hypertension3 8592 0.93 (0.83, 1.03) 0.17 63.2
1P values are from a random-effects meta-analysis of linear regression
coefficients estimated within each study for each phenotype z score (on the
inverse rank scale) against L-ascorbic acid z score (inverse rank scale). I2 is
the percentage of the total variance in study estimates that was attributable to
between-study heterogeneity (29). DBP, diastolic blood pressure; SBP, sys-
tolic blood pressure; WHR, waist-hip ratio
2All values are means; 95% CIs in parentheses. Values are for effect
sizes per SD increase in L-ascorbic acid and meta-analysis P values. All
continuous traits were inverse-rank transformed before calculation of the
z score.
3Estimates were calculated on the log(OR) scale and exponentiated to
give an expected OR estimate for hypertension risk.
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Mendelian randomization (MR) analysis can potentially yield
overfitting (38).
Exploratory IV analyses gave first-stage F statistics that were
either marginal or did not greatly exceed an acceptable threshold
to justify the appropriate application of this method for the
generation of MR estimates (31). Therefore, it would have been
inappropriate to perform an IV analysis in this context because
of the use of the collection used in the current study in the
TABLE 5
Meta-analysis of associations of cardiometabolic outcomes with rs33972313 and with L-ascorbic acid within 4 cohorts1
Phenotype n
Change in outcome z score per effect allele2
P-rs33972313 association
with outcome3 I2, %
P-difference between
observed and expectedExpected Observed
SBP 10,402 20.01 (20.02, 20.003) 20.02 (20.09, 0.06) 0.63 0 0.84
DBP 10,402 20.01 (20.02, 0.004) 20.02 (20.09, 0.05) 0.56 0 0.75
Cholesterol 10,362 20.0002 (20.01, 0.01) 20.03 (20.10, 0.04) 0.44 0 0.45
HDL cholesterol 10,083 0.01 (20.0005, 0.02) 20.06 (20.16, 0.04) 0.21 39.2 0.13
LDL cholesterol 10,019 0.001 (20.01, 0.01) 20.04 (20.11, 0.03) 0.28 0 0.27
Triglycerides 9257 20.02 (20.03, 20.002) 0.09 (20.05, 0.22) 0.21 64.0 0.13
Glucose 10,321 20.01 (20.02, 0.003) 0.03 (20.04, 0.10) 0.43 0 0.30
BMI 10,377 20.01 (20.02, 0.001) 0.01 (20.07, 0.09) 0.88 15.0 0.72
WHR 10,355 20.02 (20.04, 20.01) 20.02 (20.09, 0.06) 0.67 0 0.84
Hypertension4 8580 0.99 (0.97, 1.01) 0.97 (0.76, 1.24) 0.80 0 0.88
1All continuous traits are inverse-rank transformed before calculation of z score. All effect sizes (95% CIs) are presented in SD units. I2 is the percentage of total
variance in study estimates that is attributable to between-study heterogeneity (29). DBP, diastolic blood pressure; SBP, systolic blood pressure; WHR, waist-hip ratio.
2All values are means; 95% CIs in parentheses. Values are for observed and expected effect sizes and meta-analysis P values.
3Values are from a random-effects meta-analysis of linear regression coefficients estimated within each study for each phenotype z score (on the inverse
rank scale) against rs33972313 genotype.
4Estimates for hypertension were calculated on the log(OR) scale and exponentiated to give an expected OR estimate for hypertension risk.
FIGURE 2 Observed compared with expected effects (95% CIs) of the SLC23A1 allele on each cardiometabolic trait. Observed effect estimates per
SLC23A1 allele for each cardiometabolic trait are plotted against expected effect estimates given the SLC23A1–L-ascorbic acid effect estimate and observed L-
ascorbic acid–trait associations. Colors refer to each cardiometabolic trait. DBP, diastolic blood pressure; SBP, systolic blood pressure; SLC23A1, solute
carrier family 23 member 1; WHR, waist-hip ratio.
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discovery of the SNP–L-ascorbic acid relation (23). As the fre-
quency of each minor allele of rs33972313 wasw4% within the
current sample, there was also limited statistical power. Al-
though the observed effect of rs33972313 on circulating con-
centrations of L-ascorbic acid was relatively large, the rareness
of this variant effectively limited the population-based variance
explained in L-ascorbic acid and, thus, impeded our ability to
draw firm causal inference [as shown elsewhere (39)]. Despite
this, rs33972313 remains the best available instrument for the
application of this type of analysis.
In conclusion, in the absence of appropriate conditions to
undertake a formal MR analysis, the application of the tri-
angulation approach by using a genetic proxy for circulating
concentrations of L-ascorbic acid was unable to provide de-
finitive evidence to clarify the causal role of L-ascorbic acid on
cardiometabolic health. Results suggest that a larger homoge-
nous study of the impact of circulating L-ascorbic acid should be
undertaken by using this design. In the absence of such a study,
the current results add to the growing evidence against a likely
beneficial role for L-ascorbic acid supplementation in otherwise
healthy individuals.
We thank Carol Bedford, Alison Emerton, Nicola Frecknall, Karen Jones,
Rita Patel, Mark Taylor, and KatherineWornell for collecting and entering the
data, and Antoinette Amuzu for providing data access to the British Women’s
Heart and Health Study (BWHHS). We thank Victor Hawthorne, who initi-
ated the original MIDSPAN study, Mark Upton, who coordinated and led the
first phase of the MIDSPAN study, and Carole Hart and Pauline McKinnon,
who maintained the original and subsequent family study data set. The Ten
Towns Study is codirected by Peter Whincup and Derek Cook, and the DNA
extraction was supervised by Ian Day. We thank Claire Nightingale for
maintaining the Ten Towns. The BRHS was established by AG Shaper
and is codirected by Peter Whincup, Richard Morris, and Goya Wanname-
thee. We thank Aroon Hingorani (University College London) for his sup-
port and input for the development of DNA resources for the BRHS study
and Devi Kundu and Asmeret Kidane for technical support. In addition, we
thank Rachel Freathy, Tom Palmer, and Neil Davies for insights into the
methodology used in analyses.
The authors’ responsibilities were as follows—NJT and KHW: developed
the hypothesis and statistical analysis plan; KHW: had full access to and
performed the statistical analysis in the BWHHS, the Ten Towns study, and
the MIDSPAN study, wrote the first draft of the manuscript, and coordinated
the completion of the manuscript with the co-authors; RWM and ZY: per-
formed statistical analyses in the BRHS and the EPIC study, respectively;
and all authors: commented on and edited earlier drafts of the manuscript
and approved the final version of the manuscript. None of the authors re-
ported a conflict of interest related to the study. The opinions in this article
are those of the authors and not necessarily any funding body. No funding
body influenced data collection, analysis, or its interpretation.
REFERENCES
1. Paolisso G, D’Amore A, Balbi V, Volpe C, Galzerano D, Giugliano D,
Sgambato S, Varricchio M, D’Onofrio F. Plasma vitamin C affects
glucose homeostasis in healthy subjects and in non-insulin-dependent
diabetics. Am J Physiol 1994;266:E261–8.
2. Bates CJ, Walmsley CM, Prentice A, Finch S. Does vitamin C reduce
blood pressure? Results of a large study of people ages 65 or older. J
Hypertens 1998;16:925–32.
3. Myint PK, Luben RN, Wareham NJ, Khaw KT. Association between
plasma vitamin C concentrations and blood pressure in the European
prospective investigation into cancer-Norfolk population-based study.
Hypertension 2011;58:372–9.
4. Khaw KT, Bingham S, Welch A, Luben R, Wareham N, Oakes S, Day
N. Relation between plasma ascorbic acid and mortality in men and
women in EPIC-Norfolk prospective study: a prospective population
study. European Prospective Investigation into Cancer and Nutrition.
Lancet 2001;357:657–63.
5. Myint PK, Luben RN, Welch AA, Bingham SA, Wareham NJ, Khaw
KT. Plasma vitamin C concentrations predict risk of incident stroke
over 10 y in 20 649 participants of the European Prospective In-
vestigation into Cancer-Norfolk prospective population study. Am J
Clin Nutr 2008;87:64–9.
6. Kurl S, Tuomainen TP, Laukkanen JA, Nyysso¨nen K, Lakka T,
Sivenius J, Salonen JT. Plasma vitamin C modifies the association
between hypertension and risk of stroke. Stroke 2002;33:1568–73.
7. Knekt P, Ritz J, Pereira MA, O’Reilly EJ, Augustsson K, Fraser GE,
Goldbourt U, Heitmann BL, Liu S, Pietinen P, et al. Antioxidant vi-
tamins and coronary heart disease risk: a pooled analysis of 9 cohorts.
Am J Clin Nutr 2004;80:1508–20.
8. Ting HH, Timimi FK, Boles KS, Creager SJ, Ganz P, Creager MA.
Vitamin C improves endothelium-dependent vasodilation in patients with
non-insulin-dependent diabetes mellitus. J Clin Invest 1996;97:22–8.
9. He FJ, Nowson CA, Lucas M, MacGregor GA. Increased consumption
of fruit and vegetables is related to a reduced risk of coronary heart
disease: meta-analysis of cohort studies. J Hum Hypertens 2007;21:
717–28.
10. Khaw KT, Day N, Bingham S, Wareham N. Observational versus
randomised trial evidence. Lancet 2004;364:753–4.
11. McRae MP. Vitamin C supplementation lowers serum low-density li-
poprotein cholesterol and triglycerides: a meta-analysis of 13 ran-
domized controlled trials. J Chiropr Med 2008;7:48–58.
12. Afkhami-Ardekani M, Shojaoddiny-Ardekani A. Effect of vitamin C
on blood glucose, serum lipids & serum insulin in type 2 diabetes
patients. Indian J Med Res 2007;126:471–4.
13. John JH, Ziebland S, Yudkin P, Roe LS, Neil HA, Oxford Fruit and
Vegetable Study Group. Effects of fruit and vegetable consumption on
plasma antioxidant concentrations and blood pressure: a randomised
controlled trial. Lancet 2002;359:1969–74.
14. Conlin PR, Chow D, Miller ER 3rd, Svetkey LP, Lin PH, Harsha DW,
Moore TJ, Sacks FM, Appel LJ. The effect of dietary patterns on blood
pressure control in hypertensive patients: results from the Dietary
Approaches to Stop Hypertension (DASH) trial. Am J Hypertens 2000;
13:949–55.
15. Joshipura KJ, Hu FB, Manson JA, Stampfer MJ, Rimm EB, Speizer
FE, Colditz G, Ascherio A, Rosner B, Spiegelman D, et al. The effect
of fruit and vegetable intake on risk for coronary heart disease. Ann
Intern Med 2001;134:1106–14.
16. Juraschek SP, Guallar E, Appel LJ, Miller ER 3rd. Effects of vitamin C
supplementation on blood pressure: a meta-analysis of randomized
controlled trials. Am J Clin Nutr 2012;95:1079–88.
17. Kris-Etherton PM, Lichtenstein AH, Howard BV, Steinberg D,
Witztum JL; for the Nutrition Committee of the American Heart
Association Council on Nutrition, Physical Activity, and Metabo-
lism. Antioxidant vitamin supplements and cardiovascular disease.
Circulation 2004;110:637–41.
18. Sesso HD, Buring JE, Christen WG, Kurth T, Belanger C, MacFadyen
J, Bubes V, Manson JE, Glynn RJ, Gaziano JM. Vitamins E and C in
the prevention of cardiovascular disease in men: the Physicians’ Health
Study II randomized controlled trial. JAMA 2008;300:2123–33.
19. Cook NR, Albert CM, Gaziano JM, Zaharris E, MacFadyen J,
Danielson E, Buring JE, Manson JE. A randomized factorial trial of
vitamins C and E and beta carotene in the secondary prevention of
cardiovascular events in women: results from the Women’s Anti-
oxidant Cardiovascular Study. Arch Intern Med 2007;167:1610–8.
20. Heart Protection Study Collaborative Group. MRC/BHF Heart Pro-
tection Study of antioxidant vitamin supplementation in 20,536 high-
risk individuals: a randomised placebo-controlled trial. Lancet 2002;
360:23–33.
21. Kim MK, Sasaki S, Sasazuki S, Okubo S, Hayashi M, Tsugane S. Lack
of long-term effect of vitamin C supplementation on blood pressure.
Hypertension 2002;40:797–803.
22. Miller ER 3rd, Appel LJ, Levander OA, Levine DM. The effect of
antioxidant vitamin supplementation on traditional cardiovascular risk
factors. J Cardiovasc Risk 1997;4:19–24.
23. Timpson NJ, Forouhi NG, Brion MJ, Harbord RM, Cook DG, Johnson P,
McConnachie A, Morris RW, Rodriguez S, Luan J, et al. Genetic vari-
ation at the SLC23A1 locus is associated with circulating concentrations
of L-ascorbic acid (vitamin C): evidence from 5 independent studies with
.15,000 participants. Am J Clin Nutr 2010;92:375–82.
208 WADE ET AL.
 at G
LASG
O
W
 UNIVERSITY on Decem
ber 22, 2014
ajcn.nutrition.org
D
ow
nloaded from
 
24. Lawlor DA, Harbord RM, Sterne JAC, Timpson N, Davey Smith G.
Mendelian randomization: using genes as instruments for making
causal inference in epidemiology. Stat Med 2008;27:1133–63.
25. Michels AJ, Hagen TM, Frei B. Human genetic variation influences
vitamin C homeostasis by altering vitamin C transport and antioxidant
enzyme function. Annu Rev Nutr 2013;33:45–70.
26. Davey Smith G, Ebrahim S. “Mendelian randomisation”: can genetic
epidemiology contribute to understanding environmental determinants
of disease? Int J Epidemiol 2003;32:1–22.
27. Davey Smith G, Hemani G. Mendelian randomization: genetic anchors
for causal inference in epidemiological studies. Hum Mol Genet 2014;
23:R89–98.
28. Friedewald WT, Levy RI, Fredrickson DS. Estimation of the concen-
tration of low-density lipoprotein cholesterol in plasma, without use of
the preparative ultracentrifuge. Clin Chem 1972;18:499–502.
29. Higgins JP, Thompson SG, Deeks JJ, Altman DG. Measuring in-
consistency in meta-analyses. BMJ 2003;327:557–60.
30. Burgess S, Thompson SG; CRP CHD Genetics Collaboration. Avoid-
ing bias from weak instruments in Mendelian randomization studies.
Int J Epidemiol 2011;40:755–64.
31. Staiger D, Stock JH. Instrumental variables regression with weak in-
struments. Econometrica 1997;65:557–86.
32. Freathy RM, Timpson NJ, Lawlor DA, Pouta A, Ben-Shlomo Y, Ruokonen
A, Ebrahim S, Shields B, Zeggini E, Weedon MN, et al. Common variation
in the FTO gene alters diabetes-related metabolic traits to the extent ex-
pected given its effect on BMI. Diabetes 2008;57:1419–26.
33. Bautista LE, Smeeth L, Hingorani AD, Casas JP. Estimation of bias in
nongenetic observational studies using “Mendelian triangulation”. Ann
Epidemiol 2006;16:675–80.
34. Lawlor DA, Davey Smith G, Bruckdorfer KR, Kundu D, Ebrahim S.
Those confounded vitamins: what can we learn from the differences
between observational versus randomised trial evidence? Lancet 2004;
363:1724–7.
35. Lawlor DA, Ebrahim S, Kundu D, Bruckdorfer KR, Whincup PH,
Davey Smith G. Vitamin C is not associated with coronary heart dis-
ease risk once life course socioeconomic position is taken into account:
prospective findings from the British Women’s Heart and Health Study.
Heart 2005;91:1086–7.
36. Ye Y, Li J, Yuan Z. Effect of antioxidant vitamin supplementation on
cardiovascular outcomes: a meta-analysis of randomized controlled
trials. PLoS ONE 2013;8:e56803.
37. Myung SK, Woong J, Cho B, Oh SW, Park SM, Koo BK, Park BJ, for
the Korean Meta-Analysis (KORMA) Study Group. Efficacy of vitamin
and antioxidant supplements in prevention of cardiovascular disease:
systematic review and meta-analysis of randomised controlled trials.
BMJ 2013;346:f10.
38. Bound J, Jaegar DA, Baker RM. Problems with instrumental variables
estimation when the correlation between the instruments and the en-
dogeneous explanatory variable is weak. J Am Stat Assoc 1995;90:
443–50.
39. Timpson NJ, Brennan P, Gaborieau V, Moore L, Zaridze D, Matveev V,
Szeszenia-Dabrowska N, Lissowska J, Mates D, Bencko V, et al. Can
lactase persistence genotype be used to reassess the relationship be-
tween renal cell carcinoma and milk drinking? Potentials and problems
in the application of Mendelian randomization. Cancer Epidemiol
Biomarkers Prev 2010;19:1341–8.
L-ASCORBIC ACID AND CARDIOMETABOLIC HEALTH 209
 at G
LASG
O
W
 UNIVERSITY on Decem
ber 22, 2014
ajcn.nutrition.org
D
ow
nloaded from
 
